Abstract: Escherichia coli is a free-living bacterium that condensates a large legacy of knowledge as a result of years of experimental work in molecular biology. It represents a point of departure for analyses and comparisons with the ever-increasing number of finished microbial genomes. For years, we have been gathering knowledge from the literature on transcriptional regulation and operon organization in E. coli K-12, and organizing it in a relational database, RegulonDB. RegulonDB contains information of 20-25 % of the expected total sets of regulatory interactions at the level of transcription initiation. We have used this knowledge to generate computational methods to predict the missing sets in the genome of E. coli, focusing on prediction of promoters, regulatory sites, regulatory proteins, operons, and transcription units. These predictions constitute separate pieces of a single puzzle. By putting them all together, we shall be able to predict the complete set of regulatory interactions and transcription unit organization of E. coli. Orthologous genes in other genomes of known coregulated sets of genes in E. coli, along with their corresponding predicted operons, and their predicted transcriptional regulators, shall permit the extension of the previous goal to many more microbial genomes.
INTRODUCTION
The current accumulated knowledge of gene regulation and gene function in E. coli K-12 is unparalleled by about any other model organism. The accumulated knowledge of molecular biology in E. coli, summarized in the E. coli and Salmonella books of Neidhardt and collaborators [1, 2] , illustrates the legacy that E. coli represents.
Our laboratory has been devoted for years to a systematic search in the literature of known mechanisms of regulation of transcription initiation as well as operon organization in E. coli. This information is contained in RegulonDB, a relational database with known and computationally predicted elements, that is available at <http://www.cifn.unam.mx/Computational_Biology/regulondb/>.
The knowledge gathered so far gives us 528 known transcription units, 624 mapped promoters, close to 100 terminators [3] , 165 DNA-binding transcriptional regulators [4] , as well as 2128 genes with a known functional class assigned [5] . This experimentally supported knowledge is complemented with overall comprehensive computational predictions estimating a total of 700 operons [6] and a total of 314 transcriptional regulators [4] .
Furthermore, we have also worked in the prediction of operator sites for the binding of transcriptional regulators [7] . Sequence and positional analyses of known sigma 70 promoters have permitted us to implement a method with an important improvement in specificity for promoter prediction in the complete E. coli genome ( [8] ; A. M. Huerta et al., in preparation).
It should be clear that with the amount of available knowledge, E. coli is an excellent model organism to implement and evaluate the performance of computational genomic methods. Once we have used the data to design the methods and tested them in E. coli, we will be in a position to expand these questions into other genomes. The importance of the work here outlined shall be appreciated in a similar way as we currently value annotations of gene predictions in sequenced genomes where very little experimental work has been done. As experience accumulates and the accuracy and performance of the computational methods improve, these predictions will be relevant as preliminary knowledge to be confirmed experimentally. Computational methods and their generated annotations offer a first comprehensive interpretation of the biology of the cell whose genome is available.
TOWARD PREDICTING THE COMPLETE SET OF REGULATORY INTERACTIONS AT THE INITIATION OF TRANSCRIPTION LEVEL IN E. coli
It is now feasible to consider the goal of a complete annotation or prediction of the regulatory interactions at the level of transcription initiation in E. coli. This can be done by integrating, step by step, a set of partial results such as predictions of the repertoire of regulatory proteins, their associated DNA-binding target sites, as well as the promoters and the organization of genes in transcription units and operons. In this paper, we present an overview of such partial results performed in our laboratory, we give a first example of integrated predictions, and, finally, we discuss some questions that remain to be solved to integrate them all with the global aim of predicting the complete set of transcriptional interactions in E. coli.
Identification of DNA-binding sites of transcriptional regulators
Previous genome analyses [7, 9] have essentially expanded the set of potentially regulated genes subject to the regulation of 55 or 56 regulators with at least 3 or 4 known binding sites. These predictions, based on known sites, have used variations of the standard method of weight matrices, which are known to generate a large number of false positives [10, 11] . Given the estimated complete set of 314 or so transcriptional regulators (see below), current predictions cover only around 18 % of the regulatory proteins.
Methods have been implemented to identify potential operator sites in the absence of previous knowledge of any binding site. These methods require another source of information, a family of coregulated genes that share a common motif (see ref. [12] and references therein; in [13] a list of similar programs and their Web addresses can be found). Such methods use different conceptual frameworks (Gibbs sampling, greedy algorithms such as consensus, or over-representation of nucleotides), giving all as output a candidate motif in the form of a weight matrix. This matrix represents the variability and conservation of sites for a given protein and can then be used to search back in the whole set of upstream regions of a genome to find other potentially co-regulated genes.
Thanks to the recently developed high-throughput DNA micro-array methodologies for postgenomic experimental studies, commonly referred to as the transcriptome, we are now able to directly quantify the output of the gene regulatory network. Despite the fact that there are several alternatives to survey micro-array data [14] [15] [16] [17] [18] [19] , basically, clustering of genes with similar or complementary expression profiles, through different growth conditions, allows us to infer shared regulatory mechanisms and functional pathways. That is, the sheer abundance of transcriptome data, together with the experimental knowledge gathered in the literature and databases, is providing us with the challenge of developing data-mining strategies that incorporate that knowledge into the underlying models. This will allow detection of yet unknown and/or unexpected relationships among genes that can lead to the definition of the regulatory network structure that best describes the behavior of genes through all assayed expres-
sion experiments. Although many strategies to cluster transcriptome data have been reported [20] [21] [22] [23] [24] , most of them fail to analyze simultaneously supplementary heterogeneous knowledge. We have developed a Bayesian clustering methodology based on multivariate mixtures that classifies heterogeneous types of data (Medrano-Soto et al., in preparation). Such analysis capacity is of great value because it makes possible the classification of expression data by taking into account additional biological knowledge, which can be either directly or indirectly interrelated. We believe that with this analysis some new unknown relationships or interactions between genes may be easier to establish.
Clustering analyses applied on transcriptome data provide groups of co-expressed genes that are good candidates to be potentially co-regulated [25] . By means of the organization of all genes in E. coli into transcription units and operons [6] , and assuming that the operator sites are usually upstream of the first gene in an operon, it is possible to identify the corresponding upstream regions of a set of co-regulated genes. These sequences can then be searched for operator sites bound by their common transcriptional regulator.
Alternatively, a similar computational strategy can be used for grouping upstream regions of orthologous genes, searching for "phylogenetic footprints" as has been done based on synteny in Eukarya [26] .
The first method we implemented to search for a common motif was based on a model of gene regulation in yeast [12] . More recently, we implemented a method specifically dedicated to finding sites with direct or inverted repeats [27] . This method shall prove adequate to finding motifs in bacteria, since bacterial regulators are predominantly dimers of polypeptides with helix-turn-helix (HTH) motifs [4] . Recent results in our laboratory indicate that we can improve the accuracy of the detection by concentrating on statistically significant dyads that tend to overlap with each other within a short sequence region [28] . We have also used overlapping of potential promoter sites, as well as additional information on their relative location to the beginning of the gene, in a method that improves the performance of promoter prediction in regions of 200 bases upstream of the first codon of genes (A. M. Huerta, in preparation).
Prediction of the complete set of transcriptional regulators in E. coli
Based on a collection of 150 known transcriptional regulatory proteins, most of them containing the HTH domain, which predominates in Eubacteria, we have implemented predictions that complement this set of known regulators with an almost equal number of predicted regulatory proteins [4] . A total of 314 transcriptional regulators are thus incorporated in RegulonDB, corresponding to around 8 % of genes of the genome. They should then correspond to most of the total repertoire, or vocabulary of regulatory specific motifs to be found among the upstream regions of genes in E. coli.
When expanding these analyses to other microbial genomes, we have identified a common origin in the set of transcriptional regulators in all the microbial organisms, based on the conservation of a motif that extends around the HTH DNA-binding motif. Four repressor families are suggested as those present before the divergence of Eubacteria and Archaea. This observation correlates with the fact that repression is in principle easier to establish since all it needs is a protein with a single DNA-binding motif with the target adequately positioned in relation to the promoter, whereas activation requires in addition a motif of interaction with RNA polymerase.
Operon organization of genes
Different and sometimes complementary recent genomic analyses have emphasized that functional information can be inferred by simply analyzing conservation of neighborhood of genes across different genomes. Phylogenetic profiles [29] , or the "Rosetta stone" [30] method as baptized by the group of Eisenberg, as well as the work of Koonin [31] and Bork [32] all can be labeled as strategies for exploiting the biology of neighborhood.
By means of similar strategies applied to the set of known operons and transcription units contained in RegulonDB, we have shown that operons share a basic common architecture across different bacterial genomes. Briefly, the distribution of intergenic distances are very much similar (Fig. 1) , with short intergenic distances-in fact dominated by overlaps of 1 or 4 bases-for genes within operons in all microbial genomes analyzed [33] . This contrasts with a flat distribution of distances at the boundaries of operons. We have extended the method of operon prediction initially implemented in E. coli [6] to similar predictions in other microbial genomes. Based on a collection of known operons in Bacillus subtilis, we have tested the performance of the method, which shows an estimated accuracy of above 82 %. We have found a way to calibrate the method for each genome [33] . Operons and transcription units are, furthermore, essential in the analysis of transcriptome experiments in bacteria.
Integration of predictions
It is well known that predictions of regulatory motifs-binding sites-and promoters tend to easily generate a high number of false positives. Such predictions have concentrated in finding a single element within a region, and have been improved by using contextual information, such as the distance to the start codon as we mentioned above in the case of promoters (Huerta et al., in preparation). Integration of predictions is another way of using contextual information. One of our first steps towards integrating predictions consisted in the combination of predicting transcription units and DNA-binding sites [34] . We predicted the complete transcription unit (TU) organization of E. coli and of Haemophilus influenzae. In parallel, we used the sets of known DNA-binding sites for CRP (cAMP receptor protein) and FNR (fumarate and nitrate reduction regulatory protein) in RegulonDB to generate predictions in 1 Intergenic distance distributions of pairs of genes within operons (WO pairs), and of pairs of genes in the same strand, at the borders of transcription units (TUB pairs). We also show the intergenic distance distribution of all adjacent pairs of genes found in the same strand (WD pairs). TUB pairs are the last gene in a transcription unit, and the first one in the next. The distributions are so clearly different, that a distance-based method to discriminate between WO pairs and TUB pairs reaches an accuracy of more than 82 % in E. coli [6] and above 84 % in B. subtilis [33] .
both genomes using the Consensus/Patser algorithms [35] . We defined orthologous TUs as those containing at least one gene orthologous to those in a TU in the reference genome (Fig. 2) . In that way, we were able to classify the predicted sites and probably co-regulated genes according to the score of the predicted binding sites, the correspondence with TUs known to be regulated by the regulatory protein under analysis, or the existence of a predicted site in orthologous TUs, giving each sets of predictions a status in the confidence according to the reinforcement obtained from all this information.
This example illustrates that, as the individual programs of predictions improve, we shall be able to attain a level of higher integration and prediction of the complete set of regulatory interactions.
DISCUSSION
We have already at hand the repertoire of regulatory proteins in E. coli that should have binding sites upstream of promoters in E. coli. Similarly, we do have ways to predict the upstream binding sites, that is to say the target sites for the binding of such proteins. A difficult problem that we need to face in the future is the association of each regulatory protein to its family of operator sites. As far as we know, there is no easy solution to this protein-DNA recognition problem, and current computational methods require crystal structure data to be able to generate some predictions [36] .
The three main subgoals necessary to attain the goal of the prediction of the complete network of regulation, as mentioned before, are: (i) to predict the set of transcriptional regulators and a similar set of operator families, (ii) to associate which regulatory protein binds to which operator group of sites, and (iii) to predict the regulatory effect of a regulator in transcription.
These three goals will set the basis for future studies on the evolution of the regulation of gene expression, their variability in different bacteria and microorganisms, and the role of transcriptional regulation and operon organization in microbial evolution. This project of microbial computational genomics will provide a comprehensive description of regulon variability in the prokaryotic world. This, together with the evolution of allosteric interactions, will give a basis to determine the role of gene regulation in the diversity and success of the microbial world. 
